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Figure 1 



The first strand cDNA to which a specific sequence is added at the 3 '-terminus 




DNA polymerase 



5- 



Annealing the first strand cDNA to an 

immobilized sequence complementary to the 

3 '-terminal sequence of the first strand cDNA 



— ^— 1 ATI'ITITITITI 

5' 

Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

3* 



■AAAAAAAAAAAAA 



5' 



3* The first strand 
ICTTTTTTTTTTTT cDNA 

(antisense strand) 



A specific sequence to be added to the 3 '-terminus 
of the first strand cDNA 



A synthetic nucleotide immobilized on a solid phase. 

MMM is a part complementary to a. sequence added 
to the 3 '-terminus of the first strand cDNA, and 

■Ml is a spacer sequence. 

^■^■■■■■■■■■■■■MaHAAAAAAAAAAAAA Sense strand cDNA 
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Oligo dT primer 
I 

5 



Synthesizing the first strand cDMA 
Reverse transcriptase I ^ging an oligo dT as a primer 

▼ 3' 



(Alkali treatment) 



1 



"OH 



Removing mRNA 



'oh 5' 



XH 
3' 



3* 



P 

5' 



DMA ligase 



Adding a synthetic nucleotide having 
a specific sequence to the 3 '-terminus 
of the fir^t strand cDNA 



iTTTTTTTTlTrTT 



OH 5* 





5* 


3' 













DNA polymerase 




Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
as a primer 

3' 



BAAAAAAAAAAAAA 
rriUTiTi'riTiTi' 



5' 
5- 



3' 
X- 



3« The first strand 

m Trm - rrrriTiT <=dna 

(antisense strand) 




^^A specific sequence to be added to the 3'-terminua of the first strand cDNA 
(5*: a phosphate group and 3't blocked terminus) 

• 3' A synthetic nucleotide immobilized on a solid phase. 

U^— ii— is a part complementary to a sequence added 
to the 3 '-terminus of the first strand cDNA, and 

mm is a spacer sequence. 3, The second strand 

^^^hm^mh^hmhbhhhhhhaaaaaaaaaaaaa. 



CDNA 

(sense strand) 
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FNA. Xilgase 



Add 
X a s 



Adding an oligonucleotide having 

pecific sequence to the 5 '-terminus of mRNA 




Oligo dT primer 



Reverse transcriptase 



1 



Synthesizing the first strand cDNA 
using an oligo dT as a primer 





Annealing the first strand cDNA to 
an immobilized sequence complementary 
to the 3 '-terminal sequence of the 
first strand cDNA 



rrrrrrrrrrrrTT 



DNA polymerase 



ISynthesi 
using th 
as a pri 




zing the second strand cDNA 

the immobilized oligonucleotide 
primer 

TTTTTTTxSmnf 




5V^3' ^ oligonucleotide having a specific sequence 



to be added to the 5 '-terminus of mPNA 



•3» The first strand 

TrrrriTixiTi ' T cdna 

(antisense strand) 



5' A sequence that is con^lementary to a specific sequence 
' at the 5 '-terminus of mRNA and that is to be added to the 
3 '-terminus in the first strand cDNA synthesis 

A synthetic nucleotide immobilized on a solid phase. 
IMSBM is a part complementary to a sequence added 
to the 3 '-terminus of the first strand cDNA, and 
OB is a spacer sequence. 



5' 




lAAAAAAAAAAAAA 



Sense strand cDNA 
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Figure 4 



51 ci^«^"^^\/>^'x/vivr\/%/v\/v/%/v/\/\/\r\/\/\/x^juuu^^ 3' 

ft^r^o^ai ^TV^i^'Tw> ptesptiataae 1 Removing a phosphate group 

T at the 5 '-terminus of incomplete mRNA 

!K>baccx> acid pyrophosphatase I Converting the 5 '-terminus having a 

y CAP structure to a phosphate group 

5' BO 3' 

^^"cB ■ — Adding an oligonucleotide having a 

RNA y^^yl*^> T specific sequence specifically to the 

▼ 5 '-terminus of mRNA derived from CAP 

5' "'inii n'n nnnnnnnnnnnnnnnnnn ^nrinnnnnnnnnnn 3' 
5t Bo/%/\/x/^i/^/\/\/vrwru%o^^/^r^^iVAAAAAAAAAAAA 3* 

Oligo dT primer ..^^^^ • 

^ Synthesizing the first strand cDNA 
Reverse transcriptase I ^^^^^ ^ ^^.^^ ^ primer 

5'BO ^ ^ ^ 3' 

■TITITTTTITrTT ^ . 



(Alkali treatment) | Removing mRNA 

— — ■■■ ill rrrriuTriT 



Capturing on a solid phase and 
synthesizing the second strand cDNA 



5' 3' 

5 ' ' 3 ' An oligonucleotide having a specific sequence to be selectively added to 
the 5 '-terminus of mRNA having CAP structure (oligo CAP linker) 



3' The first strand 
(antisense strand) 



^ * ^ ' A sequence complementary to the oligo CAP linker 

' ' to be added to the 3 '-terminus in the first strand cDNA synthesis 
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Figure 5 



5- 3' 

Adding an oligonucleotide having a sequence 
containing a promoter sequence capable of 
synthesizing RNA in vitro to the 5 '-terminus 

of mRNA 



Promoter sequence 

BHA. ZJ.9asa 

Promoter sequence 



5. , „^ 2 



Oligo dT primer 

Reverse transcriptase 

Promoter sequence 



Synthesizing the first strand cDNA 
using an oligo dT as a primer 

3* 



Promoter sequence 
5' 3' 



I Ann 

I i mm 

T 3'- 




DNA polymera 

, Promoter sequence 



Annealing the first strand cDNA to an 
immobilized sequence complementary to the 

terminal sequence of the first strand cDNA 



irrrrrprprrrrr 



se ^ 



Synthesizing the second strand cDNA using the 
immobilized oligonucleotide as a primer 



■AAAAAAAA AAAAA 



5' 



3' 



A promoter sequence that is capable of synthesizing RNA in vitro 
and that is to be added to the 5 '-terminus of mRMA 

5» The first strand 
MMMMMMMMMMMMMMMM iiilirrrrrrrr cDNA 

(antisense strand) 



5* A sequence that- is complementary to a specific sequence of 

the 5 '-terminus of mRNA and that is to be added to the 3 '-terminus 
in the first strand cDNA synthesis 



5' 




3» A synthetic nucleotide immobilized on a solid phase. 
5fi555555fi^555 S002SS09^ is a promoter sequence capable of synthesizing 
RNA in vitro, and ■BHBBB is a spacer.. 



5' 



3' 

lAAAAAAAAAAAAA Sense strand cDNA 
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Figure 6 



Adding an oligonucleotide having a specific 
BNIW lilgase J_ sequence to the 5 ' -terminus of mRNA 



Oligo dT primer 



Synthesizing the first strand cDNA 
Reverse transcriptase ^ using a oligo dT as a primer 




Promoter sequence 
^5' 3- 



DHA polymerase 



Promoter sequence 




1 Annealing the first strand cDNA to an 
immobilized sequence complementary to the 
3 '-terminal sequence of the first strand cDNA 



rPPTTTTTTTrETr 



5' 



ISynt 
usin 
as a 



Synthesizing the second strand cDNA 
using the immobilized oligonucleotide 
primer 

3' 



■AAAAAAAAAAAAA 
■rrTTTCTTTTTTP 



5* 
3' 
3' 



An oligonucleotide having a specific sequence 
to be added to the 5 '-terminus of mRNA 



The first strand 
CDNA 

(antisense strand)' 



5' 




A sequence that is complementary to a specific sequence of the 5 '-terminus 
of mRNA and that is to be added to the 3 '-terminus 
in the first strand cDNA synthesis 

3' A synthetic nucleotide' inmobilized on a solid phase. mmoM is 
part complementary to a sequence added to the 3 '-terminus of the 
first strand cDNA, and355«ffl5fi55«is a promoter sequence capable of 
synthesizing BNA in vitro. 



I AAAAAAAAAAAAA Sense strand cDNA 
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Full-length EFla gene 



(1.7 kb) 



Title: IMMOBILIZED cDNA LIBRARIES 
Inventor(s): Toshio Ota et al. 
DOCKET NO.: 084335-0183 



Figure 8 



8/9 



1 2 3 4 5 6 7 8 9 10 11 12 



EFla5' 

an^lified fragment 
(750 bp) 




an^lified fragment 
(750 bp) 
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Figure 9 
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